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Single-nucleotide incorporation assays by hRev1.
32
P-Labeled primers were annealed to either the unmodified or the dG-N 2 -IQ modified template, and extension reactions by Rev1 were then carried out in the presence of dCTPs. All reactions were initiated by the addition of the dCTP solution (100 µM) to preincubated Rev1/DNA mixtures giving a final reaction volume of 20 µL. The final concentrations of the components for the incorporation assays were in Tris-HCl (50 mM, pH 7.5), DNA duplex (10 nM), Rev1 (2.5, 5.0 and 10 nM), dithiothreitol (DTT, 1 mM), bovine serum albumin (BSA, 50 µg/mL -1 ), NaCl (50 mM), and MgCl 2 (5 mM). The extension reactions were run at 37 °C for 2 h, then quenched with equal volume of EDTA (20 µL, 20 mM) in 95% formamide (v/v) containing xylene cyanol and bromophenol blue dyes. Aliquots (20 µL) were separated by electrophoresis on a denaturing gel containing urea (8.0 M) and 16 % acrylamide (w/v) (from a 19:1 acrylamide/bisacrylamide solution, AccuGel, National Diagnostics, Atlanta, GA) with Tris borate buffer (80 mM, pH 7.8) containing EDTA (1 mM). The gel was exposed to a PhosphorImager screen (Imaging Screen K, Bio-Rad) overnight. The bands were visualized with a PhosphorImaging system (Bio-Rad, Molecular Imager FX) using the manufacturer's Quantity One software, version 4.3.0.
Full-length extension assay by ypol ζ or pol κ κ κ κ with all four dNTPs. The unmodified or dG-N 2 -IQ modified template was annealed to the 32 P-labeled 0-primers (with a 3'-C or A) and extended in 
